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In a detailed study of the spermatocyte changes in Scolopendra 
heros, now practically ready for publication, the multiplicity of 
subjects requiring consideration is such that it is deemed advisable 
to prepare a series of shorter papers, in each of which some par- 
ticular class of structures may be considered to the practical ex- 
clusion of the others. It is hoped that in this manner the con- 
fusion which necessarily occurs where the whole subject is treated 
at one time may be avoided. In this, the first of the series of 
articles, the chromatin structures alone will be treated. 

The spermatogonia of Scolopendra are small cells of an elon- 
gated, irregular shape lying parallel to the long axis of the follicle, 
and containing an oval nucleus (Fig. 1). During the resting 
stages the chromatin is all aggregated into one rather large, 
spherical nucleolus-like body, usually situated at the periphery 
of the nucleus and apposed to its membrane. The remainder of 
the nuclear space is filled by an irregular network of granular 
fibers apparently differing in no way from the cytoplasmic network 
without the nucleus. In staining reaction the nucleolar body 
mentioned conforms in all respects to a chromatin body as it in- 
dubitably is. When stained with Heidenhain’s iron-haematoxylin, 
this structure retains the coloring matter after all other morpho- 
logical elements of the cell have become almost colorless. In 
lightly stained preparations evidences appear which warrant the 
assertion that the body in question is not strictly homogeneous 
in structure, but probably includes in its composition linin as 
well as chromatin. With Flemming’s three-color method the 
“nucleolus” takes the dense red stain characteristic of closely 
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aggregated chromatin; and with the Ehrlich-Biondi mixture, 
following the action of suitable fixatives, assumes the green color 
usual to chromatin treated by this reagent. Numerous other 
stains of a greater or less value as micro-chemical tests were 
used and with all these the chromatin nature of this body was in- 
variably demonstrated. 

The character of this nucleolar body which, for reasons late 
made apparent, I shall call the £aryosphere is still further indi- 
cated by its behavior in the prophase of the spermatogonium. 
Owing to the advanced development of my material I have been 
unable to study any but the last generations of these cells, but I 
believe that the phenomena here observed are common to all gen- 
erations of the secondary spermatogonia. In all cases studied, the 
active prophase is characterized by the presence within the nuclear 
vesicle of 33 small aggregations of chromatin and the complete 
absence of the karyosphere (Fig. 2), thus giving a logical basis 
to the conclusion that the chromosomes are derived directly from 
the substances of the karyosphere. Of these 33 chromosomes 
32 are characterized in the earlier prophases by their granular 
consistency, while the remaining one is plainly distinguishable 
on account of its homogeneous nature and its clear-cut outline. 
This modified chromatic element is the accessory chromosome, 


first recognized as a specialized chromosome by McClung, ’g9, 


and later found to be probably of universal distribution in the 
male cells of arthropods. 


It will be noted that the number of chromosomes, 33, given 
above as characteristic of the spermatogonium is not a multiple 
of two as is generally considered to be necessarily the case of 
immature germ cells. The reason for this fact has to do with 
the peculiar character of the accessory chromosome, and can 
readily be explained when the later behavior of this element is 
known. 

During the following phases in the mitosis of the last generation 
of secondary spermatogonia, nothing of especial interest with 
regard to the chromatin occurs until the telophase is reached. 
This phase endures for a considerable time as is shown by the 
great number of slightly different stages present and by the fact 
that more spermatogonia are found in this condition than in any 
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other stage of mitosis. In the early telophase where the two new 
cells are almost completely constricted the chromatin is arranged 
in a densely packed mass of chromosomes in which the individual 
elements are indistinguishable. Later (Fig. 3) these elements 


Fic. 1. 1,440 dia. Spermatogonium of Scolopendra heros in the condition of 
rest. All of the chromatin is aggregated into one mass, the karyosphere. 


1,440 dia. Spermatogonium in prophase. The chromatin is all with- 
drawn from the karyosphere and is now in the form of 33 small chromosomes all of 
which, with the exception of the accessory chromosome, are of a granular consistency. 
This element is homogeneous. The centrosomes are to be seen in the cytoplasm 
near the nucleus. 

Fic. 3. 1,440 dia. Telophase of the last spermatogonium. Synapsis. Cyto- 
plasmic division nearly complete. All chromosomes with exception of accessory, be- 
coming granular. No nuclear membrane. Centrosomes at poles of the cell. 

Fic. 4. <1,440dia. Latertelophase. Synapsis. Chromosomes have lengthened 
still more. Accessory chromosome still intact. Growth of the cell has begun. 

Fic, 5. 1,440 dia. Early spermatocyte. Nuclear membrane beginning to 
form. Accessory has taken up a peripheral position. Mass of chromatin has loosened 
considerably and is now seen to consist of segments equal in number to one half the 


spermatogonial elements, minus the accessory chromosome. Centrosomes have mi- 
grated from their polar position. 


begin to lose their homogeneous consistency and to lengthen 
out into densely granular segments. Owing to the dense mass- 
ing of the chromosomes during this and following stages, the ex- 





190 MAULSBY W. BLACKMAN. 


act nature of the changes taking place cannot be learned. Sev- 
erql facts are however very apparent. Of these one of the most 
important is this :—At the time when all the other morphological 
constituents of the mass of chromatin are undergoing very funda- 
mental changes, one of these elements remains unaltered. While 
all of the neighboring chromosomes lose their definite outlines 
and are changed into elongated threads of a granular structure 
one, the accessory chromosome, does not participate in this 
metamorphosis but apparently retains all of the properties char- 
acteristic of it during metakinesis. While this difference in con- 
sistency is the most apparent discrepancy existing between the 
accessory chromosome and the ordinary chromatic elements, as 
we shall see presently, it is by no means the most important one. 

As the telophase advances the chromosomes continue to 
lengthen out into long threads. At first, as we have seen, these 
filaments form a dense mass which is surrounded by no mem- 
brane marking off the nuclear area from the cytosome. As 
the chromosomes become more diffuse this mass also becomes 


less dense and the individual segments are not so closely ap- 


posed to each other. This stage is shown in Fig. 4, where the 
chromatin of each of the two daughter cells is in the form of an 
irregular, more or less closely knotted, mass of granular fila- 
ments. This mass is contained in a large clear vacuole hav- 
ing no visible network of linin or cytoplasm and bounded by no 
definite membrane. The appearance of the chromatin grouped 
in a diffuse mass upon one side of this vesicle suggests very 
strongly a comparison between this stage in Scolopendra and the 
“synapsis”’ in elasmobranchs, as described by Moore, ’95, 
and later in different objects by numerous other authors. In all 
the reported cases with which I am acquainted, however, this 
massing of the chromatin upon one side of the nuclear vesicle 
occurs at a considerably later stage than the early or mid-telo- 
phase. Paulmier’98, and Montgomery ’98, both figure it as taking 
place after the formation of the chromatic spireme. McClung, ’oo, 
denies the normal existence of any such massing of the chromatin 
in the Acridide, referring such appearances to the distorting 
effects of the fixing reagents employed. By the majority of in- 
vestigators upon male cells this massing of the chromatin is used 
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as the criterion of the synapsis or pseudo-reduction, but Mont- 
gomery, OI, apparently abandoning his former views upon the 
subject, asserts, probably with very good reason, that in reality 
synapsis occurs at a considerably earlier stage. In /eripatus, 
‘oo, he is able to study the manner of this union of the chromo- 
somes and from observations seems to have good grounds for 
the assertion that synapsis is accomplished by an end to end 
union, in pairs, of entire chromosomes during the retrogressive 
stages of the telophase of the last spermatogonial division.' 

In Scolopendra, owing to the small size of the spermatogonia 
and the extreme minuteness of the spermatogonial chromosomes, 
as well as their larger number and close aggregation during the 
telophase, the manner of union and the details of the process cannot 
be studied ; but it can be stated with the greatest certainty that 
pseudo-reduction occurs during the telophase of the last sperma- 
togonium, and is completed before the reconstruction of the 
nuclear membrane. At the time of the formation of this struc- 
ture, the nuclear space is occupied by sixteen elongated seg- 
ments of chromatin and resembles very closely the nucleus in 
insect cells with the exception that the nuclear area is much 
larger in proportion to the amount of chromatin and thus the 
segmented character of the chromatin is evident (Figs. 5 and 6). 
Besides these sixteen diffuse segments of chromatin, the acces- 
sory chromosome is also plainly visible within the nucleus. It 
still preserves its distinctive characteristics and has changed very 
little from its condition during the preceding division. To be 
sure, it has increased in size as have all parts of the cell, but this 
increase may all be referred to natural growth. This element 
takes no part whatever in the process of synapsis. During the 
spermatogonial stages it is a simple chromatic structure and in 
the following spermatocyte period it still retains its univalent char- 
acter when all of the other chromosomes are bivalent. 

The completion of cell division and the union of the chromo- 
somes occurring during the telophase have occupied considerable 
time, as is shown by several facts. Cells in various stages of the 


1A late paper by W. S. Sutton upon ‘‘The Morphology of the Chromosome 
Group in Brachystola magna”? contains further and much more convincing proof of 
the truth of this process. Mr. Sutton is able to trace plainly the union of the chro- 
mosomes and to show that it is undoubtedly an end-to-end union of entire elements. 
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telophase are more numerous in the material examined than those 
in any other condition of the spermatogonium. A large number 
of different stages may be distinguished. The cells in the early 
telophase are small, while those in which the nuclear wall is re- 
constructed are considerably larger, showing that already the 
growth period has begun. (Compare Figs. 3 and 5.) 

With the completion of the nuclear membrane after the last 
spermatogonial mitosis, the cells no longer belong to the first 
division of the spermatogenetic cycle, but now contain the ma- 
tured number of chromosomes and are spermatocytes. In insect 
material the transformation is not completed until a period ap- 
parently considerably later. However, I believe this difference is 
merely in appearance, lying in the fact that the nuclear membrane 
is reconstructed much earlier in insect cells. 

At this stage the cells of Scolopendra enter upon a period re- 
markable for the extraordinary changes which take place in their 


Fic. 6. 1,440 dia. Slightly later stage. The chromatin segments scattered 
throughout entire nuclear space. 

Fic. 7.  1,440dia. Chromatin partly gathered about the accessory chromosome 
to form the karyosphere. Remaining chromatin of the cell present in the form of 
very diffuse segments. Spindle remains of last spermatogonial divisions still persist. 


structure. At first glance the most striking of these changes 
seems to be the enormous increase in the size of the cells (Figs. 
6, 7 and 8). This growth I have already described briefly in a 
preliminary paper and shall have occasion to describe more in 
detail in subsequent communications. In this connection it will 
suffice to say that very often the diameter of the larger sperma- 
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tocytes to that of the spermatogonium stands in a ratio of ten to 
one. 

Striking as this great increase in the size of the cells certainly 
is, it is not as remarkable as are the changes which occur in the 
cell in general and especially in the nucleus. Shortly after the 
formation of the nuclear membrane, the chromatin segments 
leave the tangled mass at one side of the nucleus (Fig. 5), and 
arrange themselves irregularly throughout the nuclear space 
(Fig. 6). Atthe same time they shorten and thicken and, as the 
nucleus is now quite large, the individual elements may readily be 
distinguished and their number counted. In all favorable cases 


Fic. 8. 1,440 dia. Pseudo-germinal vesicle stage of the spermatocyte of Sco- 
lopendra heros. Chromatin all aggregated in karyosphere which here plainly shows ex- 
cept at one point a spongy or reticular structure. This dense portion undoubtedly 
represents the accessory chromosome. Persisting spindle still visible. Centrosomes 


to be seen imbedded in the zone of archoplasm surrounding the nucleus. 


in which this count has been taken it has been found that there 


are seventeen chromosomes present (sixteen granular segments 
and the accessory chromosome), the number later found in the 
metaphase. At this time (Fig. 6) the cells resemble insect 
spermatocytes more closely than at any other stage. They are 
now in a condition apparently comparable in all particulars to 
that of the ordinary sperm cell in the “segmented spireme” 
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stage. This is true both with regard to the history of the cell 
and as regards the morphology of its various structural elements. 
But from now on the behavior in Scolopendra differs very mark- 
edly from that of corresponding cells in other animals. In other 
arthropods at this stage growth is practically completed and the 
maturation mitoses immediately ensue. In Sco/opendra the sub- 
sequent processes are very different. The growth period has 
hardly begun and the maturation divisions do not occur until 
considerably later (probably several weeks or even months). In 
insects the segmented spireme is considered one of the earlier 
stages of the active prophase, while in chilopods a condition more 
closely approaching a true rest stage than that occurring at any 
other time in the history of the spermatocytes, intervenes between 
this stage and the first maturation mitosis. 

During this intervening stage the history of the spermatocytes 
parallels in nearly all respects that of the typical female germ 
cell of a like generation, and the changes which take place result 
in a structure which if isolated would certainly be mistaken for 
an immature egg. 

As I have reported in a preliminary paper, this resemblance is 
true not only of the cytoplasmic but of the nuclear elements as well. 
As the cell continues in its growth the chromatin segments be- 
come larger and more diffuse. They no longer retain the stains 
with the persistency which has characterized them heretofore. 
This is probably due entirely to the fact that the granules are 
farther apart and not to a change in the chemical nature of the 
chromatin. Gradually they break down and their subtance is 
accumulated about the accessory chromosome, thus seemingly 
increasing the bulk of this element greatly (Fig. 7). This proc- 
ess continues until finally all of the chromatin of the cell is 
aggregated in one large intensely staining body situated periph- 


erally in close contact with the nuclear membrane (Fig. 8). The 


remainder of the nucleus is occupied by a beautiful regular re- 
ticulum, the achromatic character of which is shown by the fact 
that it stains even less densely than the cytoplasmic reticulum 
immediately without the nucleus. 

In a preliminary paper upon Scolopendra spermatocytes I 
stated that I believed this nucleolus-like body to be a homo- 
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geneous mass of chromatin. Since then, however, I have studied 
this structure under more favorable circumstances, and am able to 
demonstrate that this is not true. In my earlier studies sections 
six and two thirds micra thick were used and these were studied 
under a magnification of one thousand diameters. In arriving 
at my later results thin sections two to three micra thick were 
used as well as the thicker ones. These were stained in varying 
intensities with Heidenhain’s iron-hamatoxylin and were studied 
at a magnification of twelve hundred to eighteen hundred diame- 
ters. With these improved conditions it is found that this body, 
which I shall hereafter call the karyosphere, is by no means a 
simple homogeneous sphere of chromatin, but on the contrary is 
a rather complex structure consisting of chromatin, linin and 


Fic. 9. 1,440 dia. Karyosphere as seen in various preparations; a, as it ap- 
pears in thick densely stained sections; 4, karyosphere in which the chromatin seg- 
ments are massed together by the action of the fixing reagents; c, thin lightly stained 
section of karyosphere showing the real normal structure; @, section through one side 
of karyosphere ; ¢, karyosphere in early prophase shortly before the appearance of the 
chromosomes. 

Fic. 10. 1,440 dia. Nucleus of first spermatocyte in prophase, showing the 
origin of the chromosomes from the karyosphere. A number of segments have al- 
ready become detached and lie free in the nucleus while others are still connected 
with the karyosphere. “Those detached have already segmented longitudinally. 


karyolymph. It is a mass of fine granular filaments of chromatin 
so closely gathered about the accessory chromosome as to pre- 
sent, under ordinary conditions and amplification, the appearance 
of an irregular homogeneous sphere of pure chromatin (Fig. 9, a). 
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stage. This is true both with regard to the history of the cell 
and as regards the morphology of its various structural elements. 
But from now on the behavior in Scolopendra differs very mark- 
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aggregated in one large intensely staining body situated periph- 
erally in close contact with the nuclear membrane (Fig. 8). The 
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In a preliminary paper upon Scolopendra spermatocytes I 
stated that I believed this nucleolus-like body to be a homo- 
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geneous mass of chromatin. Since then, however, I have studied 
this structure under more favorable circumstances, and am able to 
demonstrate that this is not true. In my earlier studies sections 
six and two thirds micra thick were used and these were studied 
under a magnification of one thousand diameters. In arriving 
at my later results thin sections two to three micra thick were 
used as well as the thicker ones. These were stained in varying 
intensities with Heidenhain’s iron-hematoxylin and were studied 
at a magnification of twelve hundred to eighteen hundred diame- 
ters. With these improved conditions it is found that this body, 
which I shall hereafter call the aryosphere, is by no means a 
simple homogeneous sphere of chromatin, but on the contrary is 
a rather complex structure consisting of chromatin, linin and 


Fic. 9. >< 1,440 dia. Karyosphere as seen in various preparations; a, as it ap- 
pears in thick densely stained sections; 4, karyosphere in which the chromatin seg- 
ments are massed together by the action of the fixing reagents; c, thin lightly stained 
section of karyosphere showing the real normal structure; ¢@, section through one side 
of karyosphere ; ¢, karyosphere in early prophase shortly before the appearance of the 
chromosomes. 


Fic. 10. 1,440 dia. Nucleus of first spermatocyte in prophase, showing the 
origin of the chromosomes from the karyosphere. A number of segments have al- 
ready become detached and lie free in the nucleus while others are still connected 
with the karyosphere. ‘Those detached have already segmented longitudinally, 


karyolymph. It is a mass of fine granular filaments of chromatin 
so closely gathered about the accessory chromosome as to pre- 
sent, under ordinary conditions and amplification, the appearance 
of an irregular homogeneous sphere of pure chromatin (Fig. 9, a). 
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Upon higher magnification, sections of this karyosphere usually 
present a granular or spongy appearance as shown in Fig. 9, c. 
In other cases the chromatin is more or less collected into cer- 
tain areas forming a coarse cluster in the center from which proc- 
esses extend toward the periphery (Fig. 9, 4). Here the body 
still retains its approximately spherical form, the portion between 
the processes not staining with the chromatin stains but showing 
the plasma reaction. Quite often, also, we find a karyosphere 
which presents the appearance shown in Fig. 9, c. This I regard 
as the typical form. It consists of very fine and closely aggre- 
gated mass of chromatin filaments arranged in the form of a 
more or less perfect sphere. Upon one side of this mass when 
the section is cut through the right plane is a smaller homo- 
geneous body, the accessory chromosome (Fig. 9, @, ¢). The 
remainder of the karyosphere is made up of irregularly arranged 
chromatic strands between which minute interstices, undoubtedly 
filled with karyolymph, may be discovered by careful focusing. 

Thus it will be seen that during the pseudo-germinal vesicle 
stage,' the karyosphere, with the exception of a membrane, pos- 
sesses all of the essential elements of a nucleus — chromatin, 
linin (upon which the chromatin is arranged) and karyolymph. 
It is in fact a “nucleus within a nucleus” similar to that de- 
scribed by Carnoy in the closely allied genera of chilopods, 
Lithobius, Scutigera and Geophilus. This structure which he 
calls the “ nucleole noyau,” behaves similarly in all essential re- 
spects during the first spermatocyte to the karyosphere in Sco/o- 
pendra heros? It is derived from the chromatin of the nucleus 
in a similar manner and during the first maturation mitosis be- 
haves in a way essentially alike in all respects. 

Carnoy by no means stands alone in the assertion that func- 
tional chromatin may and does assume the form of nucleolus- 
like bodies during resting periods between mitoses, although the 
structures found by him in Lithodbius, Scutigera, etc., are more 
highly organized than those reported by others. Among those 
who have observed that the ‘chromatin nucleolus”’ is derived 

! See former paper. 

2 Carnoy failed to find a ‘‘ nucleole noyau’’ in.S. da/matica. He considers the intra- 


nuclear body in the cells of this animal a true plasmasome in no way related to the 
structure found in Zithodius and other chilopods. 
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from the chromatin reticulum may be mentioned the following : 
Blochmann, ’82 (/Veritina); Van Beneden, ’83 (Ascaris); Van 
Bambeke, ’85 (general) ; Carnoy, ’85 (Arthropoda); Rabl, ’85 
(Salamandra) ; O. Schultze, 87 (Rana and Triton); Davidhoff, 
’89 (Distaplia) ; Hermann, ’89 (Mus) ; McCallum, 91 (Echinoder- 
mata) ; Fick, ’93 (Axolotl) ; Holl, ’93 (Mus) ; Jordan, ’93 (Ver?) ; 
Mertens, ’94 (Pica); Metzner, ’94 (Salamandra); McCallum, 
’95 (ecturus, also in plants); Sobotta, ’95 (Mus); R. Hertwig, 
’96 (poisoned eggs of Echinodermata); Carnoy and Lebrun, ’97, 
’98, ’99, '00 (Amphibia) ; Eisen, ’00 (Batrachoseps) ; Wilson, ’o1 
(chemically fertilized eggs of Toxopneustes); and Blackman, ’oI 
(Scolopendra). In many of these animals the process has been 
followed in such detail that no reasonable doubt can exist as to 
the accuracy of the results obtained. In other cases the con- 
clusions are not so well supported. In several instances all of 
the chromatin is not withdrawn from the nuclear reticulum. 
This is especially true of the cells of Amphibia (McCallum, Jor- 
dan, Fick, Eisen, e¢ a/.). In other batrachian cells all of the chro- 
matin is at certain stages collected in a number of granular 
masses which also contain linin (O. Schultze, Carnoy and Leb- 
run, e¢ a/.). In Mus, Hermann finds that at first there are several 
bodies in the spermatid nucleus but these later fuse to form a 
single large karyosphere. In this he is confirmed by Sobotta. 

Other authors state that all of the chromatin of the cell is with- 
drawn from the nuclear network and deposited in one large ‘‘ chro- 
matin nucleolus.” Such appearances have been observed and 
carefully studied by Blochmann, Carnoy, Davidhoff, Hermann, 
Holl, Sobotta, R. Hertwig, Wilson and others. That the results 
of such well-known investigators should be descredited or re- 
ceived with scepticism seems strange, yet the majority of cytolo- 
gists seem not to believe that chromatin may normally be massed 
in a nucleolus-like body and later act as the functional chromatin 
of the cell. 


Now let us inquire whether such scepticism is justifiable? If 
it can be shown that in the Protozoa such aggregates of chromatin 
are of common occurrence normally, certainly it is allowable to 
conclude that at least some metazoan cells should retain this 
characteristic. With regard to the intranuclear structures of 
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Protozoa, Calkins has this to say: ‘‘ A distinct plasmosome or 
true nucleolus comparable to the analogous structure in Metazoa 
apparently exists in no case save possibly in Actinospherium, 
and even here is limited to a passing phase during mitosis ( Hert- 
wig, 98). It is probable that the structures which have been 
almost invariably but erroneously called nucleoli do not belong 
at all to this category of nuclear elements but represent either 
the functional chromatin which is aggregated into a central mass 
(karyosome) during the quiescent or vegetative period of cell 
life, or the intra-nuclear division center.” From the work of 
Griber (’83), Rhumbler (’93), Labbe (96), Hertwig (98), Calkins 
(98, ‘o1), and others, we must conclude that chromatin bodies 
resembling nucleoli more or less closely are of very frequent 
occurrence in unicellular animals. From Calkins’ (’01) review 
of these investigations it is evident that in its primitive condition 
the chromatin is present in Protozoa in the form of dense homo- 
geneous masses of chromatin (karyosomes) which act as the 
nuclet of these undifferentiated cells. In higher types the nuclei 
are more complicated. The chromatin may still occur in simple 
masses, but these are contained within a nuclear membrane which 
also encloses material other than chromatin (karyoplasm and 
karyolymph). The spireme condition so characteristic of the 
chromatin of metazoan germ cells is not commonly found in 
Protozoa and when present, exists for only a short time. 

The karyosomes found in some of the higher types of proto- 
zoan nuclei (Actinospherium, Hertwig) are not homogeneous 
bodies of chromatin, but, besides this substance, also contain linin. 
This linin often forms a reticulum upon which the chromatin is 
deposited in the form of granules, an arrangement very similar to 
that found in the nuclei of metozoan cells, and gives rise to a 
structure which is similar to the chromatin reticulum of the more 
differentiated nucleus. It is, however, still more strikingly like 
the spireme structure of the karyosphere in appearance. That 
it is different in some respects, however, is shown by comparing 
the subsequent behavior of the two structures. The differences 
are what would be expected when we take into consideration the 
fact that one is contained in a protozoan cell while the other is in 
a metazoan cell. The chromatin elements are much more firmly 
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established in the higher animals and hence it is to be expected 
that when the karyosphere breaks down, the resulting fragments 
should be distinct chromosomes. In protozoa the conditions are 
different. The chromosomes are not such definite structures and 
hence when the karyosphere of Actinospherium disintegrates it 
gives rise to a large number of granules which later collect into 
chromosome-like masses. However, the relationship is certainly 
sufficiently close to warrant our placing in the same general cate- 
gory ; the solid chromatin nuclei of some Sporozoa and Rhizopoda, 
the karyosomes of higher protozoan nuclei, and the karyosomes 
and karyospheres,' found in the nuclei of metazoan cells. 

‘‘ Chromatin nucleoli ’’ being of such universal occurrence in 
protozoan cells, it is to be expected that some metazoan cells ex- 
hibit the same structure. As I have already shown, such ex- 
amples are fairly common in germ cells and seem to be espe- 
cially numerous in somatic cells and in the female germinal 
elements. So far as I know they occur only in cells which are 
undergoing especially long periods of mitotic inactivity. Such is 
certainly very evidently true of the germ cells of Scolopendra 
heros where, during the time of their presence, the pseudo-ger- 
minal vesicle stage, the cell increases many times in size. 

The pseudo-germinal vesicle stage is succeeded by the active 
prophase of the first maturation division. This phase is inau- 
gurated by modifications in the cytoplasm of the cell and by the 
migration of the centrosome to the nuclear membrane. Upon 
reaching this structure the centrosome divides and the two parts 
begin their divergent courses. 

By the time this is well begun the nucleus also commences to 
show signs of activity. The linin reticulum becomes more ragged 
and the threads are now composed of finer granules. But the most 
important phenomena are those to be observed in connection 
with the karyosphere. Ata casual glance this structure seems 
to have undergone no change, but upon careful examination it is 
found that its outline is now more irregular and its consistency 

1In the above terminology I have limited the term karyosome to structures other 
than chromosomes found within the nucleus which are apparently composed exclusively 
of chromatin. The karyosphere is much more highly organized, as it contains chro- 


matin.(in a granular, reticular or spireme form), karyoplasm, 7. ¢., linin and karyo- 
lymph. It is in fact a miniature nucleus. 
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more spongy (Fig. 9, ¢). This continues to become more 
marked until in a short time one or several projections may be 


seen extending from its surface (Figs. 10, 11). These granular 
filaments stain densely and are similar in all respects to the 
chromatin segments characteristic of the ‘‘ spireme’’ stage. They 
continue to lengthen until when they have attained a certain size 
they become detached from the karyosphere and lie free in the 
nuclear space (Figs. 10, 11, 12). These segments continue to 
form until they are exactly equal in number to the threads for- 
merly seen in the early spermatocytes. 


Fic. 11. < 1,440 dia. Nucleus of about the same stage as seen in a thinner 
section. ‘*Spireme’’ structure of the karyosphere shown. Tetrads in various stages 
of formation. One centrosome with rays to be seen upon nuclear membrane, the other 
not included in the section. 

Fic. 12.  1,440dia, Later stage, showing the unwinding of the last chromosome 
from the karyosphere, thus again disclosing the accessory chromosome. 


As this process proceeds, the size of the karyosphere de- 
creases proportionately until finally nothing remains except the 
body with which the transformation started, the accessory chro- 
mosome. From this fact alone we might indeed be justified in 
concluding that the chromosomes are derived from the karyo- 
sphere, but no such assumption is necessary. Absolute proof of 
the truth of this statement is at hand. Actual observations of 
all the stages incident to chromosome formation may easily be 
made so that it is impossible for the observer to escape the very 
evident conclusions to be drawn therefrom. Figs. 10 and 11 
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are camera lucida drawings of nuclei which show the origin 
of the chromosomes as well as could be done even by the use 
of diagrams. In Fig. 10 the karyosphere is very much reduced 
in size and of an irregular shape ; from this three filamentous 
projections extend, at the distal end of each of which is to be 
seen a segment evidently only just detached. This is already 
undergoing the process of tetrad formation. Fig. 12 represents 
a considerably later stage in which the last chromosome is 
leaving the karyosphere and the accessory chromosome is again 
unmistakably to be seen. From these observations I believe no 
other conclusion can be drawn than that stated above. 

To sum up briefly: At the time of the pseudo-germinal vesicle 
stage, all the chromatin of the cell is aggregated in the karyo- 
sphere which consists of a number of fine chromatin segments 
closely massed about the accessory chromosome. In the suc- 
ceeding prophase, the first change has to do with the loosening 
of this mass of filaments. Later several ends become free and 
by simply uncoiling, give rise to slender processes extend- 
ing out into the nucleus. These become detached and new 


threads are protruded until sixteen segments are present, which 
together with the accessory chromosome make up seventeen, the 


number of chromatin elements characteristic of the spermatocytes 
of Scolopendra: 


Several investigators mentioned before have traced in consider- 
able detail the origin of chromosomes from nucleolus-like bodies. 
Blochmann, ’82 (Veritina) says: ‘“‘ Das die Elemente der Kern- 
blatte aus Theilstiicken des Nucleolus entstehen, kann bei 
unserem Objeke keinen Zweifel unterliegen, da ich alle Ueber- 
gangszustande vom unversehrten Nucleolus bis zur angebildeten 
Kernplatte beobachtet habe.”’ In the germ cells of Mus a like 
condition undoubtedly exists according to the investigations of 
Hermann, ’89; Holl, ’93 ; and Sobotta, ’95. Hermann reports 
“chromatin nucleoli’’ as present in the cells at various stages of 
spermatogenesis. Holl shows that in the germinal vesicle of the 
mouse ovum there is a large nucleolus composed chiefly of 
chromatin from the substance of which the chromosomes of the 
first maturation mitosis are formed. Sobotta asserts that during 
fertilization the chromatin of each pronucleus is in the form of 
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one or several large nucleoli of pure chromatin from which are 
derived the chromosomes of the succeeding division. In the 
maturation of the egg of Distaplia, Davidhoff, ’89, has observed 
similar phenomena. 

C. Schleider, ’91, believes that the large nuclei found in the 
eggs of Echinodermata are but reserve masses of chromatin. 
That this is true under some conditions at least, is shown by the 
recent experiments of R. Hertwig, ’96, and Wilson, ’o1. Wil- 
son finds that, in one series of eggs chemically fertilized with 
MgCl solution, the chromosomes functioning in mitosis are ob- 
tained by the breaking down of the large densely staining 


“nucleolus.” ‘Its contour becomes irregular and its texture 
loose. A little later it assumes a spongy appearance and short 
irregular processes are extended from its periphery. Enlarging 
still more it now gives almost the appearance of a close, broken 
spireme from the ends of which chromatin threads here and 
there project.’’ These threads later form the chromosomes. As 
will be readily seen this process in Zoxopmeustes is very similar 
in many respects to that occuring in Sco/opendra. 

The chromatin segments as they arise from the karyosphere 
in Scolopendra are long, slender, granular filaments usually con- 
siderably curved and distorted (Figs. 10, 11, 12). They are 
arranged irregularly throughout the nuclear area supported by 
the linin reticulum. Very soon after their detachment from the 
karyosphere, they are seen to be divided longitudinally along 
their entire length. Owing to the length and distortion of these 
segments they frequently assume very fantastic shapes. In some 
cases the two parts are coiled or twisted about each other like the 
strands of a rope (Fig. 11) while the two halves of other chro- 
mosomes may be separated by a considerable distance (Fig. 10). 
This cleavage of the segment very evidently represents the lon- 
gitudinal division of the chromosome, and as the chromosome is 


first divided in this manner in the prophase it is, I believe, justifi- 
able to conclude with McClung, ‘oo, that the first maturation 


mitosis accomplishes the equational division of the chromatic ele- 
ments. Apparently the next change in the structure of the split 
segments is shown in Fig. 13, a. This first becomes apparent as 
a weakening of the two parts of the segment at about their mid- 
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dle. The threads show a tendency to bend at a more or less 
acute angle at this point, and this soon results in a transverse 
division of each of the parts of the chromosome. Thus each of 
the chromatin segments has been divided into four parts and may 
from now on be called a tetrad. Following the terminology 
suggested by McClung, ’oo, I shall designate each of the parts 
going to make up the tetrad or chromosome of the first sperma- 
tocyte,a chromatid. By this system I believe much confusion will 
be prevented. 

After the cross division has become established the next 
change observable is shown in Fig. 13 4, c, g. The chromatids 
revolve upon each other in such a manner that the ends at the 
point of transverse cleavage are drawn out parallel to each other 
and an irregular cross-shaped figure is thus formed (Fig. 13, d, ¢). 


{ - SF Wy 
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Fic. 13. >< 1,400 dia. Various stages and modifications of tetrads. a, 4, c, early 
stages in the process of transverse division. 4, typical tetrad of mid-prophase. ¢, /, 
g, 4, modifications of the tetrad type. 

FIG. 14. >< 1,440 dia. Later stages in the history of the tetrad. a, typical cruci- 
form tetrad of later prophase. 4, ‘‘double V’’ form of chromosome at the same 
stage. c, d, successively later ae of the cross figure. ¢, /, apparent modifications 
of tetrad in later prophase. 7, 4, typical chromosomes at beginning of metaphase. 
g, tetrad undergoing cackaiienha livision. 


This cross-shaped figure is composed of four arms of about 
equal length each of which is split longitudinally. Owing to the 
very irregular shape of these arms, the cleavages are masked and 
are often very hard to demonstrate. However, in later stages 
when the arms are greatly shortened the bipartite structure is 
readily seen (Fig. 14, a, 4, c), and is also strongly indicated even 
in the earlier stages by the diamond-shaped opening at the center 
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of the tetrad. When seen ex face this opening is always square 
or diamond-shaped with the angles directed toward the arm, in- 
dicating that it is continuous into each arm. 

At the stage represented in Fig. 13, d, the tetrads are often so 
distorted that the typical form is lost, but upon studying them 
more carefully it is seen that they are always referable to the 
same type. Taking d as the type, the more common variations 
are shown in 4, e, f,g, 4. At 6 the formation of the arms, instead 
of occurring in the plane of the threads, has proceeded in a plane 
at right angles thereto, resulting in the double V figures first 
mentioned by Paulmier. At c, the long arms of the cross have 
been curved around and nearly brought in contact. Such dis- 
tortions observed in later stages of tetrads result in a figure simi- 
lar in shape to a seal ring, the point of double cleavage repre- 
senting the seal and the long arms approximating to form an 
apparently closed circle. Fig. 13, ¢, 4, g are but slight or ap- 
parent modifications caused by viewing the tetrads diagonally or 
in profile. 

By later changes the arms of the cross figures are much short- 
ened and the divisions between separate chromatids become very 
apparent (Fig. 14, a, 6, c). However, this shortening and con- 
densation continues and these divisions are entirely obliterated 
an chromosome becomes first a granular mass and later an 
apparently homogeneous one. The tetrads even at this stage 


vary considerably in shape as shown in Fig. 14, d,¢,f The 
typical form is represented by Fig. 14, d, and by numerous 


chromosomes in Fig. 15. 

During the prophase the tetrads of each nucleus have not de- 
veloped synchronously, but at any given time are in various 
stages of formation (Fig. 11). This phenomenon is very easily 
explained. On account of the dense massing of the chromatin 
segment in the karyosphere, but a few elements can separate at 
one time and it very naturally follows that those first escaping from 
this body exhibit more advanced development than those arising 
later. At a short time before the dissolution of the nuclear 
membrane, however, the more tardy individuals have overtaken 
their fellows and all now appear as homogeneous bodies exhibit- 
ing strongly all the chromatin reactions. 
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As will be seen from the foregoing description, the tetrads 
occurring in Scolopendra are similar to those previously described 
by other authors in various arthropods. What may be taken as 
the type of these figures was first reported by Paulmier, ’99, in 
Hemiptera and McClung, ’00 and ’o2, in Orthoptera. Structures 
differing slightly in detail, the apparent divergence evidently 
being due more to interpretation than to any essential morpho- 
logical variations, have been found in other arthropods by Henk- 
ing, ’91 ( Pyrrhocoris), Vom Rath, ’95,’97 (Gryotalpa), Toyama, 


Fic. 15. 1,440 dia. Nucleus of first spermatocyte during late prophase, show- 
ing various modifications in the shape of the chromosomes at this time. The acces- 
sory chromosome is seen to be split longitudinally. Centrosomes with well-developed 
astral rays at opposite poles of the nucleus. 


'94 (silkworm), Rickert, ’95 (Copepoda), Montgomery,' ’98, ’oo, 
‘ol (Hemiptera, Peripatus), Blackman, ’o1 (Scolopendra), P. Bouin, 
'02 (Lithobius), Miss Nichols, ’02 (Oniscus), and others. In the 
tetrads observed by all of these authors, the cleavages universally 
represent a longitudinal and a transverse division of the double or 
bivalent chromosome of the spermatocyte. Apparent discrep- 
ancies are undoubtedly due to mere variations in detail or differ- 
ences in interpretation and denote no real important divergence 
in the formation of the tetrads. 


‘In his earlier paper Montgomery reported two cross divisions as occurring in 
Pentatoma ( Euchistus), but in his subsequent publications has denied the accuracy 
of this observation and now believes that one longitudinal division invariably occurs. 
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The results of Wilcox, ’95, '96 (Caloptenus), and de Sinety, 
‘o1 (Orthoptera), however, are indeed radically different. Even 
here, however, I believe that the divergence is due either to the 
authors’ interpretation of observations, or to insufficient or infe- 
rior material. Wilcox asserts that the two spermatocyte mitoses 
accomplish a double transverse division of the chromosomes. 
Such is not the case in the western individuals of the same species 
where a longitudinal, followed by a transverse, division invariably 
occurs. De Sinéty, working upon the cells of several genera of 
Orthoptera, asserts that the two divisions are longitudinal. This 
also appears to be a mistaken conception, as pointed out by 
McClung,’o02. Appearances which upon superficial examination 
might lead to this view are occasionally met with in Orthopteran 
material, but when studied closely a different interpretation must 
always follow. In Scolopendra spermatocytes I believe it would 
be impossible to arrive at this conclusion however strong a pre- 
conception the observer may have had. The tetrad figures 
accompanying this article can by no possibility be logically inter- 
preted as representing anything but a longitudinal and transverse 
division of the chromosomes. In the interpretation of the first 
spermatocyte chromosomes and in the sequence of the succeed- 
ing divisions I am gratified to note that P. Bouin, working upon 
other genera of Myriapoda, agrees with my conclusions upon 
Scolopendra. 

The tetrad forms which are of most common occurrence in the 
arthropods are modifications of the cross, double V and ring 
figures found in Amasa (Paulmier, ’98) and Aippiscus (McClung, 
’00). It is very probable that all of the other tetrads found in 
this group are obtained by a greater or less modification of the 
same process. Such is evidently the case in Copepoda (Ruckert, 
’94) (Hacker, ’95); in Gryllotalpa (Vom Rath, ’91) and seems 
also to be true of other invertebrates, Zia/assema and Zirphea 
(Griffin, ’95), Unio (Lillie, ’95), etc. 

The typical arthropod tetrad as exhibited in the Insecta, 
and in the Myriapoda is obtained in the following manner: 
The chromatin segments of the matured number as they arise 
from the spireme stage (Insecta) or from the aggregated seg- 
ments in the karyosphere (Myriapoda) are long slender threads 
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of granular chromatin. Each thread very quickly splits longi- 
tudinally, thus giving rise to two long slender segments ex- 
tending parallel to each other. Very shortly after this longi- 
tudinal split is made, apparent indications of the second cleavage 
may be seen. The first indication of this is a bending of the two 
halves of the segment at their middle point. This extension may 
be in exactly opposite directions when the resulting tetrad is of the 
typical cross shape or may occur in such a manner that the two 
angles are drawn out parallel to each other, in which case the 
double V figure results. This stage of the two forms of tetrad fig- 
ures is shown in Fig. 13, a, 6. The bending of the two segments 
soon results in a transverse cleavage at the angles as indicated in 
Fig. 13, @, 4, c, g, 4. The short processes thus produced 
elongate at the expense of the length of the quadripartite seg- 
ment until a cruciform figure is produced, the four arms of which 
are of about equal length. Each of these arms is traversed by a 
split extending its entire length and thus producing a diamond- 
shaped opening in the center of the X figure. Thus it is brought 
about that the two adjacent halves of contiguous arms are con- 
tinuous and form one of the four chromatids derived by the 
double splitting of the chromatin segment (Fig. 14, a). The 
structure of the tetrad is best seen in Scolopendra in the later 
stages of tetrad formation when the arms have shortened and 
when the chromatin granules are more densely grouped together 
(Fig. 14,@,4,c). In the late prophase the chromosome becomes 
homogeneous and assumes the four-lobed shape represented in 
Fig. 14, d, e,f. The diamond-shaped opening at the center and 
the splits in the arms are entirely obliterated. 

While these fundamental changes have been taking place in 
the other elements the accessory chromosome has also under- 
gone some alteration. As it emerges from the karyosphere this 
element is a homogeneous spherical mass of chromatin. (Fig. 
12). Inthe late prophase it is no longer spherical but presents 
the appearance of a rod the two ends of which are constricted 
(Fig. 15). This constriction undoubtedly indicates a longitudi- 
nal division. 

When its history is considered this divergence in form from 
the tetrads surrounding it is very readily explainable and is pre- 
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cisely what should be expected. Each of the other chromosomes 
is derived by the fusion of two of the spermatogonial chromo- 
somes during the telophase of the last mitosis of the division 
period. On the other hand, the accessory chromosome is de- 
scended directly from a single element of the spermatogonium. 
This being true, it is but logical to expect it to behave differently. 
The primary object of the spermatocyte period is the reduction 
of the chromosomes to one half the somatic number. It is 
usually, if not invariably, the case, in arthropods at least, that 
this period is characterized by two divisions of the chromosomes, 
a longitudinal and a cross division. It is generally assumed 
that, by one of these divisions — the transverse division—reduc- 
tion is accomplished by the pulling apart of the chromosomes 
at the point at which they were united in the preceding synap- 
sis. Now as the accessory chromosome is not obtained by the 
union of two spermatogonial chromosomes, this reducing divi- 
sion is not necessary and does not take place. For these reasons 
while the ordinary chromosomes are each composed of four 


parts, 7. ¢., are tetrads, this modified chromosome is made up of 


but two parts, 7. ¢., is a dyad. Furthermore, it is logically to be 
expected that the accessory chromosome being dyad in its nature 
would take part in only one of the succeeding divisions. This 
peculiarity has indeed been observed by many investigators of 
insect spermatogenesis and several explanations more or less 
supported by observed facts, are offered in explanation thereof. 

In Scolopendra, as in other arthropods, the longitudinal 
division of the chromosomes occurs in the first spermatocyte 
mitosis. Strong indications of the character of this cleavage may 
be seen in the metaphase of the first spermatocyte. Fig. 14, 2 
represents a typical chromosome at the time of the formation of 
the first maturation spindle. At g is shown a tetrad of the same 
kind undergoing metakinesis. By a comparison of these two 
chromosomes it becomes evident that it is a longitudinal division 
of the element which occurs. The mantle fibers are attached to 
the two ends, and when the force which separates the halves of 
the two chromosomes is applied, the two parts glide over each 
other and seem to separate with the greatest reluctance. The 
strongest proof that we are here dealing with an equation division, 
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however, is to be found in the prophase. As I have already 
noted the longitudinal split is the first made manifest at that time, 
hence logically would be expected to preceed the transverse 
division, which does not appear until later. Further proof of the 
sequence of the divisions is found in the second spermatocyte 
where, as will be presently seen, a cross division of the chro- 
mosomes certainly occurs. 

The question as to the sequence of the two spermatocyte di- 
vision, while probably of not any vital importance, has been the 
subject of considerable controversy. By far the greater number, 
however, agree that the equation division comes first, and is suc- 
ceeded by the reduction division. Ruckert, ’92, Hacker, ’92, 
McClung, ’o00, ’02, Blackman, ’o1, P. Bouin, ’02, in arthropods, 
and Bolles Lee, ’97, Linville, ’00, Griffin, ’99, Klinckowstrom, 
’97, Francotte, ’97, and Van der Stricht, ’98, in other inverte- 
brates, have arrived at this conclusion. While the opposing 
view —7. ¢., that the reduction division precedes— is held by 
Vom Rath, ’92, ’95, Henking, ’90, Paulmier, ’99, and Mont- 
gomery, '98, ’00, 01, in anthropods and Lillie, ’o1, in molluscs. 
In arriving at this latter conclusion the criterion invariably used is 
the appearance and behavior of the elements during the two 
mitoses. But during the metaphase the chromosomes are always 
so compact that the cleavages shown in the prophase are entirely 
obliterated, and the manner of division therefore cannot be de- 
termined with certainty. An example of the likelihood of mis- 
interpretation of the nature of these divisions is shown by Griffin, 
'99, Thalassema. Here the first division is very evidently longi- 
tudinal, and upon superficial observation the second also appears 
to be of the same nature. But when the phenomena observed 
in the prophase are considered, it is evident that this cannot be 
true, as an indubitable transverse cleavage was to be seen at that 
time. Upon further study Griffin shows his first impression to 
be false, for the second division is in reality a reducing division. 

In all of the investigations with which I am acquainted it has 
been reported that the longitudinal cleavage is the first to be made 
evident in the prophase. Then I believe it is but logical to con- 
clude that this division is completed by the first spermatocyte 
mitosis, especially when this has been shown to be the case in a 
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great number of cells. Of course it is possible that the process 
varies in different animals, but it is not probable, for if the 
sequence of the actual divisions varies, we should naturally ex- 
pect the prophase phenomena to vary in a like manner. No such 
variation seems to exist. : 

The chromosomes as they occur in the metaphase are arranged 
in no definite equatorial plate but are scattered irregularly through- 
out the equatorial region of the spindle (Fig. 16). 


It is also 
noticeable that the chromosomes do not divide synchronously. 


Fic. 16. X g¢odia. Early metaphase of first spermatocyte. Showing the diversity 


in shape of the chromosomes, and their irregular arrangement in the equatorial region. 

Fic. 17. X 960dia. Telophase of first spermatocyte, showing the unequal division 
of the chromatin, the accessory chromosome being present in one cell while it is absent 
in the other. 


While some still plainly show their tetrad character, others have 
completed their separation and have already started toward the 
poles. 

Owing to the approximately equal size of all the chromosomes 
and the diversity of shapes which they present it has not been 
found possible to trace the history of the accessory chromosome 
during the first metakinesis. However, from an examination of 
the telophase succeeding, it becomes evident that this element 
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in Scolopendra undergoes processes analogous to those reported in 
insects by a number of investigators. It is found in one of the 
cells resulting from the first mitosis and does not occur in the 
other (Fig. 17) showing that it takes no part in this division 
but goes over to one cell undivided. 

With the reconstruction of the daughter nuclei, all of the 
chromosomes except the accessory become granular (Fig. 18) 
and present the appearance of rather short rods of diffuse chro- 
matin, the center of each of which is slightly constricted, thus 


Fic. 18. 960 dia. Prophase of a second spermatocyte containing the accessory 
chromosome. The ordinary chromosomes are diffuse and of a dumb-bell form, while 


the accessory is homogeneous and spherical.. Centrosome and persisting archoplasm 
visible. 


Fic. 19. < g6odia, Late prophase of second spermatocyte. Chromosomes are less 


diffuse. Accessory chromosome seen to be constricted longitudinally, while the others 
show indications of a transverse division. 


producing a dumb-bell-shaped body. In the succeeding stages 
these become more dense (Fig. 19) and finally go to the equa- 
torial plate as small homogeneous bodies of a distinctly lobate 
structure. When arranged in the equatorial region (as in the 
first division, there is no true equatorial plate) the lobes of these 
bodies are directed toward the poles of the spindle, thus giving 


further basis for the conclusion that we have here a cross division 
of the chromosome. 
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During the metaphase, however, one of the chromatic ele- 
ments does not show the dumb-bell-shape characteristic of the 
rest, but is very evidently a rod split in the opposite direction, 
i. é., longitudinally. This peculiarity is also to be seen in the 
preceding prophase where the accessory chromosome is of the 
same shape as in the first spermatocyte prophase. As it is seen 
during the early metaphase, this element is arranged with the 
plane of cleavage at right angles to the spindle (Fig. 20), but 
upon the contraction of the mantle fibers which are attached to 
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FIG. 20. >< 960 dia. Metaphase of second spermatocyte. The difference in shape 
and orientation existing between the accessory and the other chromosomes is evident. 

Fic. 21. 1,920 dia. High magnification of same stage, showing the differences 
exhibited by the accessory chromosome in the relation of the chromatids and in the 
attachment of the mantle fibers. 

Fic. 22. 1,920 dia. Slightly later stage ; showing the effect of the contraction 
of the mantle fibers on the orientation of the accessory chromosome. 


opposite ends of the element it revolves through an arc of go° 
(Figs. 21, 22) and the component chromatids as they are pulled 
apart seem to glide over each other (Fig. 22) in a manner similar 
to that already noted as characteristic of the ordinary chromo- 
somes during the first mitosis. 

It will be seen by consulting the accompanying figures that 
the behavior of the other elements is quite different. These are 
arranged with their long axis parallel to that of the spindle, the 
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separation of the chromatid occurring along the equatorial plane 
at the place of constriction. This very evidently represents a 
cross division of the chromosome. 

In the division figures of one half of the second spermatocytes, 
all the chromosomes are of one type (the dumb-bell form), the 
accessory chromosome not being present. Thus it will be readiiy 
seen that the cells arising from two spermatocyte mitoses are di- 
vided into two classes of equal numbers—those which possess 
the accessory and those which do not. Similar phenomena have 
been observed in the cells of a number of insects by Henking, 
'90, Paulmier, ’99, McClung, ’00, ’02, de Sinéty, ’o1, and others. 

Regarding the function of the modified chromosome, two 
theories have now been advanced. Paulmier in his paper on 
Anasa puts forth the theory that the ‘“‘ small chromosome repre- 
sents characteristics which are being eliminated from the race.”’ 
He bases this conclusion entirely upon the failure of the ele- 
ment to divide in one spermatocyte division. Montgomery in 
his later papers adopts the conclusions of Paulmier and believes 
with him that it is a chromosome undergoing the process of 
elimination. 

McClung, ’02, however, in a paper in which he considers in 
detail all of the reported observations upon the accessory chromo- 
some, formulates an hypothesis which ascribes a very different 
function to this element. He maintains that the mere fact of the 
unequal apportionment to the spermatozoa would not necessarily 
indicate that the element is degenerating, and in addition there 
are other facts which militate strongly against such a conclusion. 
The extreme nicety with which this element is excluded from 
contact with the others in most stages, especially in the sper- 
matogium, would seem to indicate a very different and much 
greater significance. This exclusiveness, taken in connection 
with the fact that exactly one half the spermatozoa contain the 
accessory chromosome, suggests the theory that it has to do with 
the determination of sex, as this is the only respect in which the 
progeny are divided into two classes of equal numbers. Although 
no positive proof is advanced to support this theory the author 
establishes in a very logical manner the probability of the acces- 
sory chromosome representing such a function. It seems to 
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possess all the characteristics required of such an element. My 
observations upon Scolopendra surely lend support to this theory. 
Definite proof of the function of this structure can only be 
obtained, however, by a study of the process occurring in the 
fertilization and cleavage of the egg. 

My observations upon the accessory chromosome in Scolopen- 
dra have added very little to our knowledge of this element, except 
in so far as they help to show its wide distribution and the great 
similarity of its behavior in widely separated groups. Indeed in 
all important particulars the phenomena accompanying the devel- 
opment of this structure are identical in Chilopoda and Orthoptera, 
although the minor details of the process vary considerably. In 
both groups the element is derived directly from a single sperma- 
togonial chromosome, and for this reason takes no active part in 
the phenomena of synapsis. During the prophase when the 
other chromosomes divide into four chromatids and form tetrads, 
this element, as would be expected from its origin, cleaves but 
once and that longitudinally. In the two succeeding divisions 
it is divided but once and thus is present in but one half of the 
spermatids. The differences, although at times puzzling, are in 
reality slight and unimportant. Thus, at the time when all of 
the chromatin is aggregated in the karyosphere, the accessory 
chromosome cannot be distinguished except in the most favor- 
able cases ; but from the study of these thin, well-differentiated 
sections we are justified in saying that even in the pseudo-germ- 
inal vesicle stage this element retains all its ordinary character- 
istics. In the mataphase of the first spermatocyte it cannot be dis- 
tinguished from the other chromosomes as it can in Orthopteran 
material, because it is of approximately the same size as these. 
In the second maturation division, however, it is again very evi- 
dent, by reason of the fact that it divides longitudinally while the 


_ other chromosomes divide transversely. 


These variations, as has been said, are unimportant modifications 
of behavior and do not represent such fundamental differences as 
seem to exist between the “‘ smallchromosome”’ (Paulmier) or the 
‘chromatin nucleolus’’ (Montgomery) in Hemiptera and the ac- 
cessory chromosome in Orthoptera. If the observations of Paul- 
mier and Montgomery concerning the origin of this element are 
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correct, it is indeed doubtful whether the bodies described repre- 
sent the same structure as the accessory chromosome. The 
chromosome + of Protenor (Montgomery, ’01) would seem more 
closely to approach this modified element in origin and behavior. 

Iam glad of this opportunity of expressing my gratitude to 
Dr. C. E. McClung for valuable advise and criticism throughout 
the progress of this work. 
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THE EFFECTS OF HEAT ON THE DEVELOPMENT 
OF THE TOAD’S EGG. 


HELEN DEAN KING. 


An extended series of experiments made by Hertwig (1-4) 
prove that the maximum temperature at which the eggs of the 
frog will develop normally differs for different species. His ex- 
periments also show that eggs in the cleavage stages can with- 
stand a higher temperature than can unsegmented eggs. These 
results have a bearing on the general problem of adaptation ; for 
it may be possible to show, after more species have been studied, 
that the maximum temperature which the eggs of amphibians 
can endure without injury and also the temperature most favor- 
able for their development depend, to a certain extent at least, on 
the time of year at which the eggs are deposited. 


MATERIAL AND METHOD. 


The eggs of the common toad, Bufo lentiginosus, were used 
in making all of the experiments recorded in the present paper. 
After natural fertilization, the eggs were brought into the labora- 
tory where the temperature varied from 18 to 21° C. Control sets 
of eggs from each lot used for the experiments, developing at 
the room temperature, all became perfectly normal embryos, and 
some of them were kept until metamorphosis. 

In making the experiments, small dishes containing about 80 
c.c. of spring water were placed in the drying chamber of a large 
water-bath, and after the water had become heated, from 50 to 75 
eggs were quickly transferred into it and left a given length of 
time. The temperature to which the eggs were being subjected 
could readily be told from a thermometer that projected into 
the chamber through a small opening in the top. Great care 
was taken to keep the temperature of the chamber as constant 
as possible during the course of the experiments, and in no case 
did it vary more than two degrees. After the eggs were re- 
moved from the zhamber, they were put into fresh water at room 
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temperature and their later development compared with that of 
the eggs in the control set. 


II. EXPERIMENTS ON UNSEGMENTED EcGs. 


Experiment 1.— On April 16, twenty-five unsegmented eggs 
were subjected to a temperature of 28—30° C. for two and one- 
half hours. When removed from the chamber, all of the eggs 
were in the 16-cell stage, while in the control set, developing at 
room temperature, the eggs had only reached the 4—8-cell stage. 
The immediate effect of the higher temperature, therefore, was 
to increase the rate of development. This result agrees fully 
with that obtained by Hertwig in many of his temperature ex- 
periments on the frog’s egg. The later development of the 
eggs in this series appeared to be perfectly normal, and it took 
place at about the same rate as in the eggs of the control set. 

Experiment 2.— A number of eggs that had not yet seg- 
mented were put into water at a temperature of 30-32° C. on 
April 17. Part of the eggs were removed at the expiration of 
three quarters of an hour, and when examined they were all 
found to be segmenting. In a few cases the first cleavage plane 
had nearly cut through the yolk portion of the egg and the 
second furrow was appearing. In the control set of eggs, the 
first cleavage plane was just coming in at this time, so that, in this 
experiment also, the early development became more rapid as an 
immediate result of exposing the eggs to a higher temperature. 
All of these eggs developed into normal embryos. 

Some of the eggs of the above lot remained in the heated 
chamber for one hour. The second cleavage plane had ap- 
peared in all of the eggs when they were removed to room tem- 
perature. Later segmentation was normal, and on the following 
day the dorsal lip of the blastopore appeared in all of the eggs 
at about the same time that it formed in the eggs of the control 
set. On April 19, many of the eggs were dead ; some were in 
the early gastrula stages, and some showed traces of the medul- 
lary folds. Of the seven embryos alive on April 20, three were 
abnormal, having a large yolk plug exposed ai the posterior end 
of the body ; the other four embryos were normal and were kept 
for several weeks. 
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The remaining eggs of this lot were kept at the temperature of 
30-32° C. for one and one-half hours. At the end of this time 
they were in the 16-cell stage, while the eggs of the control 
set were only in the 2-4-cell stage. Later segmentation of 
these eggs seemed to be normal, and on April 18 the dorsal 
lip of the blastopore appeared in a very few of them. On the 
morning of April 19 most of the eggs were dead, and not one of 
them, when examined, was found to have gastrulated. In the 
eggs still living the blastopore was closing in, but development 
was much slower than that of the eggs of the control set in 
which, at this time, the blastopore had already closed and the 
medullary folds were forming. All of the eggs were dead on the 
morning of April 20, and in no case was gastrulation entirely 
completed. 

In these last two lots of eggs the injurious effects of heat 
were not apparent during the segmentation stages and only 
manifested themselves when the eggs were ready to gastrulate. 
Early development was accelerated; but later development 
lagged behind, or, at most, was equal to that of the eggs in the 
control set. 

Experiment 3. — A number of unsegmented eggs were exposed 
to atemperature of 32° C. for two hours on April 22, and when 
removed they were in the 16-cell stage. In this lot of eggs 
the later cleavage was very abnormal as the upper hemisphere 
divided into a number of small cells, while the lower part of 
the egg segmented only a few times and, consequently, was com- 
posed of a small number of very large cells. Cleavage lines 
were very distinct in the upper part of the egg; but it was almost 
impossible to make out the boundaries of the yolk cells. None 
of the eggs in this set gastrulated and all of them were dead by 
April 24. 

Experiment 4.—On the morning of April 16, a small lot of 
eggs was subjected to a temperature of 32—33° C. for one-half 
of an hour. The eggs had not segmented when they were put 
into cooler water, but in every case the first furrow appeared 
in about fifteen minutes. In the control set, the first cleavage 
plane came in about half an hour later than it did in the eggs 
used for the experiment. All of the eggs of this set developed 
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normally, and sections made of later embryos showed them to be 
no different from the embryos of the control set. 

Experiment 5.— A bunch of about seventy-five unsegmented 
eggs was put into water heated to a temperature of 34—35° C. on 
April 16. Part of the eggs were removed at the end of half an 
hour and a few of them at once began to segment. None of the 
cleavage planes, with the exception of the first, came in normally, 
and in no case did any of them cut through the entire egg. 
Part of a section of one of these eggs is shown in Fig. 1. All 
of the cleavage planes are seen to be parallel and to extend but 
a short distance through the upper hemisphere of the egg. De- 
velopment did not progress beyond this stage in any case, and 
the majority of the eggs never segmented although they appeared 


to be living several hours after they were brought into room 
temperature. 


Some of the eggs of the above lot remained at the temperature 
of 34-35° C. for one hour. When put into cooler water and ex- 
amined, a slight depression was found in the center of the upper 
hemisphere of a few of the eggs as if the first cleavage plane was 


about to appear in its normal position. This appearance, how- 
ever, proved to be only a wrinkling of the surface as none of the 
eggs, when sectioned, showed any true cleavage planes. 

The above experiments show that the unsegmented eggs of 
the toad can withstand a temperature of 32—33° C. for one-half 
of an hour and develop normally, while an exposure to this 
temperature for a longer period is very injurious and only a small 
per cent. of the eggs produced normal tadpoles. Exposure to a 
temperature of 34°, even for a short time, injures the eggs be- 
yond the possibility of a recovery. The maximum temperature 
that the unsegmented egg can endure without injury is, there- 
fore, 33° C. The optimum temperature, a term defined by Hert- 
wig (3) as, ‘‘ Die Temperatur bei welcher sich der Entwicklungs- 
process bei allen Eiren mit der grossten Beschleunigung ohne 
eine auffallige Storung und Abweichung von der Norm vollzieht,” 
for this egg is probably not far from 28° C., judging from. the re- 
sults obtained in experiments 1 and 2. In all cases in which the 
heat did not kill the eggs, development was accelerated at first, 
apparently with no injurious effects on the egg. In later stages, 
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Fic. 1. Part of a section of an egg that was subjected to a temperature of 34-35°C. for one-half of an hour before cleavage begts 


Fic, 2. A section of an egg that was exposed to a temperature of 35-36° C. for three quarters of an hour when it ¥ 
in the two-cell stage. S.C., segmentation cavity. 
Fic. 3. A section of an egg that was subjected to a temperature ot 33-35° C. for two hours after the first cleavage plane bi 
appearec. 
Fic. 4. A section of an egg that was subjected to a temperature of 31-33° C. for three and one-half hours when it was in 


32-64 cc!l stage of development. £47. blastopore. 
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however, the eggs of the control sets appeared to be fully as far 
advanced in development as were the eggs that had been subjected 
toa higher temperature. Increase in the rate of development is, 
therefore, but the immediate effect of heat, and after the eggs are 
brought into a lower temperature they develop at the same, ora 
lower rate, than the eggs of the control set. 


III. ExpERIMENTS ON Ecos IN EARLy CLEAVAGE STAGES. 


Experiment 6.— On April 17, a lot of about fifty eggs in the 
2-cell stage of development was exposed to a temperature of 
31-33° C. At the end of one and one-half hours, part of the 
eggs were removed. They were then in the 8-16-cell stage. 
The later development of these eggs was perfectly normal in 
every respect. 

The rest of the eggs of this lot remained in the heated chamber 
for two hours. All of these eggs developed normally during the 
early cleavage and gastrulation stages; but later a few embryos 
were found with shortened medullary folds and a large yolk plug 
at the posterior end of the body. This form of abnormality is 
very common among embryos that have been injured by ex- 
posure to heat. 

Experiment 7.— As the first cleavage plane was appearing, a lot 
of about fifty eggs was subjected to a temperature of 35—36° C. 
for three quarters of an hour. All of the eggs were segmenting 
in a very abnormal manner when they were transferred into water 
at the room temperature, and none of them ever gastrulated. 
Fig. 2 shows a median section through one of these eggs. With 
the exception of the layer of small cells bordering the outer sur- 
face of the upper hemisphere, the entire substance of the egg is 
seen to be unsegmented and to have a number of different sized 
vacuoles scattered through it. A large, irregularly shaped cavity 
fills the greater part of the upper hemisphere of the egg. This 
cavity is much larger than the segmentation cavity in a normally 
segmenting egg, and it appears to be formed of the true seg- 
mentation cavity and several large vacuoles which have come to 
open into it. 

Experiment 8. —On April 22, a lot of eggs in the 2-cell stage 
was exposed toa temperature of 35—36° C. for one hour. When 





224 HELEN DEAN KING. 


removed from the chamber the eggs were in the 8-cell stage, but 
development stopped at this point and all of the eggs were dead 
inside of twenty -four hours. 

Experiment 9.—In this experiment, eggs in the 2- and in the 4- 
cell stages of development, were subjected to a temperature of 
33-35° C. for a period of two hours. Attheend of this time the 
33-35 
eggs were segmenting very irregularly in the upper hemisphere 
and no cleavage planes were visible in the yolk portion of the egg. 
A section through one of these eggs (Fig. 3) shows the entire 
upper hemisphere divided into a mass of small cells containing a 
considerable amount of pigment which is, for the most part, col- 
lected in the middle of the cell around the nucleus. The first 
cleavage plane has cut only partially through the yolk portion of 
the egg, as its progress was evidently stopped at the beginning 
of the experiment. There are no nuclei in the yolk portion of 
the egg, and the many vacuoles show the injurious effects of the 
heat. The mass of small cells in the upper hemisphere forms 
a sort of cap on the unsegmented yolk and make it appear 
as if the segmentation of the egg was meroblastic. This same 
sort of abnormal cleavage has also been obtained by Hertwig 
(1, 2). 

According to the experiments in this series, eggs in the early 
cleavage stages can endure exposure to a temperature of 31- 
33° C. for a longer period than can the unsegmented egg; yet 
they are permanently injured by even a short immersion in water 
at a temperature of 35°. The maximum temperature for these 
eggs, therefore, is not greater than that for the unsegmented egg. 
Hertwig (4) has found that the maximum temperature for the 

5 I 
eggs of Rana fusca in the 8-cell stage of development is 26-28°, 
which is 3-4° higher than that for the unsegmented egg. 

IV. EXPERIMENTS ON EocGs 1n LATE SEGMENTATION 

Earty GASTRULA STAGES. 

Experiment 10.—On April 18, fiftyeggs in the 32-64-cell 

stage of development were kept at a temperature of 31-—33° C. 


for two hours. Subsequently all of the eggs developed into 
normal embryos and at about the same rate as did the eggs of 
the control set. 
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Experiment 11, — Another set of fifty eggs from the same bunch 
as the eggs used in experiment 10, was subjected to a tempera- 
ture of 31-33°C. forthree hours. The late segmentation and 
early gastrulation stages of all of these eggs seemed to be perfectly 
normal. Two days after the experiment was made, 38 of the 
eggs were dead, the blastopore not having closed in any case. 
Of the remaining eggs four only were normal, the rest had a 
large yolk plug at the posterior end of the body. 

Experiment 12, — Twenty-five eggs from the same lot as those 
used in the two preceding experiments remained in water at a 
temperature of 31-33° C. for three and one-half hours. Fifteen 
of the eggs died in the blastula stage. The blastopore appeared 
in the other ten eggs, but in many cases it was in an unusual 
position at the equator of the egg. When the dorsal lip of the 
blastopore was forming in these eggs, the circular blastopore 
was already beginning to close in the control set of eggs, there- 
fore, in this instance, the heat retarded instead of increased the 
rate of development of the eggs. In none of the eggs of this 
set did the blastopore ever become circular, and all of the eggs 
were dead two days after the experiment was made. 

Fig. 4 shows a section of one of these eggs preserved when 
the blastopore appeared in surface view as a short, straight line 
at the equatorial zone. The dorsal lip of the blastopore rarely, 
if ever, comes in as high up as the equator in eggs that are de- 
veloping normally ; but it sometimes occupies an unusual posi- 
tion in eggs that have been subjected to abnormal conditions. 
Morgan (5) has found the blastoporic rim above the equato- 
rial zone in eggs of Rana palustris that have been subjected to 
intense cold. In Fig. 4 the archenteron appears as a shallow 
depression with its dorsal wall formed of heavily pigmented cells 
as is normally the case. The inner end of the archenteron, in- 
stead of turning up towards the black pole as it would do ina 
normal egg, here projects downward towards the yolk pole. 
The most interesting fact shown by the section is that the normal 
position of the large and of the small cells of the egg is com- 
pletely reversed. In normally gastrulating eggs, the roof of ‘the 
segmentation cavity is formed of two to three layers of small, pig- 
mented cells, while the ventral wall is composed entirely of large 
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yolk cells that contain little, if any, pigment. In this egg, however, 
the upper wall of the segmentation cavity is made up of a single 
layer of heavily pigmented cells which are fully as large as any 
other cells in the egg. Below the segmentation cavity, a por- 
tion of the yolk is divided into a number of small cells, many of 
which contain pigment massed around the nucleus. Some of 
these cells are rounded and seem to lie free in the segmentation 
cavity, an appearance also noted by Hertwig (4) in eggs of Rana 
fusca that were exposed to a temperature of 29-35° C. after 
having reached about the 100-cell-stage of development. 

Morgan has also noted the relatively large size of the cells in 
the upper hemisphere of gastrulating eggs of Rana palustris that 
had been subjected to cold. He suggests that this increase in 
the size of the cells ‘‘ may be due in part to the absorption of 
water by the individual cells,” and he adds that, ‘‘ even if this is 
the case the cells are fewer in number than in a normal egg 
beginning to gastrulate.’”” In the figure shown by Morgan, 
the cells of the lower hemisphere are all considerably larger 
than those of the upper hemisphere; the egg, therefore, must 
have been much more normal than the one from which Fig. 4 
was drawn. 

It is evident, in the case of the egg shown in Fig. 4, that the 
increased temperature did not injure the yolk region or retard its 
development as is usually the case in these experiments ; on the 
contrary, it is the segmentation of the upper hemisphere that has 
been delayed, while the segmentation of the lower portion of the 
egg has continued. No egg in this set of experiments developed 
much beyond the stage represented by Fig. 4, and each of the ten 
eggs that were sectioned showed abnormalities of the same gen- 
eral character. 

Experiment 13.— On April 26, about seventy-five eggs in the 
late blastula stage were subjected to a temperature of 33-—35° C. 
A part of the eggs were removed at the end of one and one-half 
hours and they all developed into normal embryos. 

A second portion of the eggs was exposed to this temperature 
for two and one-half hours. All of these eggs developed into 
normal embryos, although somewhat more slowly than did those 
of the control set. 
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A third part of the eggs remained at the temperature of 33—35° 
for three and one-half hours. These eggs were all dead when 
removed from the influence of the heat. 

Experiment 14. — A number of eggs in the blastula stage were 
exposed to a temperature of 36-37° C. on April 26. Some of 
the eggs were removed from the chamber at the end of one-half 
ofan hour. The eggs did not appear to be injured in any way 
by the experiment and all developed normally. 

A second portion of the eggs from the above lot remained at 
this temperature of 36-—37° C. for three quarters of anhour. All 
of the eggs gastrulated normally, but about half of them died 
before the blastopore closed. When sectioned these eggs showed 
no abnormalities. The rest of the eggs became normal embryos, 
although developing very slowly. The medullary folds had 
closed in the eggs of the control set when they were only begin- 
ning to unite in the eggs that had been subjected to the increased 
temperature. 

The remaining eggs of this lot were removed to room tem- 
perature at the end of one hour. Although the eggs did 
not appear to be dead when they were examined, they did not 
gastrulate and none of them were alive the day following the 
experiment. 

Experiment 15.— Twenty eggs in late segmentation stages 
were subjected to a temperature of 40-42° C. for one quarter of 
an hour. Development was at once stopped by the heat, and all 
of the eggs were killed. 

Experiment 16.— When the dorsal lip of the blastopore was 
just appearing, a lot of about twenty eggs was put into water 
at a temperature of 33-35° C. and left there for three hours. 
All of the eggs continued to develop somewhat more slowly 
than the eggs of the control set and all became normal em- 
bryos. 

Experiment 17.— On April 24, a lot of eggs in early gastru- 
lation stages was kept at a temperature of 35-37° C. for one 
hour. In all of the eggs the lateral and ventral lips of the blasto- 
pore formed in the normal manner, but development stopped at 
this point and the eggs died. No abnormalities were detected 
when sections were made of several of these eggs. 
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Experiment 18,.— Eggs in early gastrulation stages were ex- 
posed to a temperature of 37-38° C. on April 24. A part of 
the eggs were removed at the end of one quarter of an hour. 
None of these eggs seemed to be injured in any way by the high 
degree of heat to which they had been subjected and all de- 
veloped, somewhat slowly, into normal embryos. The rest of 
the eggs in this lot remained at the temperature of 37—38° C. for 
one hour. They were all dead when removed to room tem- 
perature. 

The results of the experiments in this series show that eggs in 
the 32—64-cell stage cannot withstand a temperature of 31-33° 
C. for a much longer period than can eggs that have just begun 
to segment. The maximum temperature to which eggs can be 
subjected without injury is practically the same for unsegmented 
eggs and for those in early cleavage stages, although eggs in the 
later stages can remain at this temperature for a somewhat longer 
period and still develop normaliy. 

Eggs in late cleavage stages have a much greater power to 
withstand high temperature than have eggs in the earlier stages 
of development, as they will develop normally after exposure to 
a temperature of 36-37° C. for one-half of an hour. The maxi- 
mum degree of heat that can be endured without injury is still 
higher for eggs in’the gastrula stages, as they become normal 
embryos after being subjected toa temperature of 37—38° C. for 
one quarter of an hour. 


The experiments described above are summarized in the fol- 


lowing table. The number of the experiment is given in the 
first column ; the condition of the eggs when the experiment was 
begun in the second column ; the temperature to which the eggs 
were subjected in the third column; followed in the next two 


columns by the duration of the experiment and a brief statement 
of the results. 


The results of these experiments are very similar to those ob- 
tained by Hertwig (1-4) in his study of the effects of heat on the 
development of the eggs of various species of frogs; and the 
abnormalities produced resemble, in many respects, those which 
Hertwig has described and figured. When the unsegmented 
eggs of Bufo lentiginosus are subjected to a temperature that 





EFFECTS OF HEAT ON TOAD’S EGG. 
TABLE I 


No. of Exp. Condition Temperature. Time. Result. 


I unsegmented., 28-30°C. 2%hrs. Normal development. 

2 “ 30-32 34 ‘** Normal development. 

2 ¢ ae Four eggs developed normally; the 

rest died or became abnormal. 
Most of the eggs died in the blas- 
tula stage ; a few gastrulated but 
did not develop further. 
All died in the blastula stage. 
Normal development. 
Irregular cleavage, no gastrulation. 
Eggs killed. 
Normal development. 
Most of the eggs developed nor- 
mally. 
Abnormal cleavage, no gastrulation. 
Development stopped at the eight- 
cell stage. 
2-4 cell. 33- ' Abnormal cleavage, no gastrulation, 
32-64 cell. 31-3 Normal development. 

‘6 +6 . Four normal embryos; the rest of 
the eggs died or became very 
abnormal. 

All of the eggs became abnormal, 
none of them developed into 
tadpoles. 

Normal development. 

Normal development. 

Eggs killed. 

Normal development. 

A few of the eggs developed nor- 
mally, most of them died in the 
gastrula stage, 

Eggs killed. 

Eggs killed. 

Early gastrula. Normal development. 

= Development stopped when the 

blastopore was closing in. 
Normal development. 
Eggs killed. 
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stops their development before gastrulation begins, sections of 
the eggs show, in many cases, that the greatest injury has been 
produced in the yolk portion of the egg which is frequently 
vacuolated and not segmented although the upper part of the 
egg has divided into a large number of small cells. Hertwig 
has noticed the same phenomenon in some of his experiments, 
and in explanation he states as follows: ‘‘ Dass Froscheier bei 
erhohter Temperatur zunachst partiell geschadigt werden und 
eventuell absterben, ist offenbar auf die verschiedene Organisa- 
tion der animalen und vegetativen Halfte der Dotterkugel zuriick- 
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zufiihren. Die animale Halfte der Dotterkugel ist reicher an 
Protoplasma und steht in hodherem Masse unter der Herrschaft 
des Zellkerns. Unter der normalen Wechselwirkung von Pro- 
toplasma und Kern konnen aber Schaden, welche eine Zelle 
erlitten hat, wie durch verschiedene Experimente festgestellt wor- 
den ist, wieder riickgangig gemacht werden. In dieser Bezie- 
hung findet sich die vegetative Halfte der Eikugel unter ungiin- 
stigeren Bedingungen. Denn hier ist das Protoplasma nicht nur 
sparlicher zwischen den Dotterplattchen vertheilt, sondern ist 
auch am ungethielten Ei mehr dem Einfluss des Zellkerns, der 
in der animalen Halfte liegt, entriickt ; spater, nach Ablauf der 
ersten Furchungsstadien sind die Theilstiicke vielmals grosser 
als die aus der animalen Eihalfte entstehenden Zellen.”’ 

When the injurious effects of the heat are not manifested until 
the eggs gastrulate, Hertwig (3) finds, in Rana fusca, that the 
abnormalities produced are of two sorts: First, those with a large 
yolk plug in the posterior region ; second, those with deformed 
heads. In all of my experiments on Axfo, the abnormal tad- 
poles, with but very few exceptions, were of the first sort de- 


scribed by Hertwig. In some cases the development of the eggs 
stopped when the medullary folds were forming and a large yolk 
plug was found in the mid-dorsal region; in three cases only 
was the defect in the anterior part of the embryo. My results 


are more in accord with Hertwig’s experiments on Rana escu- 
/enta than with those on Rana fusca, as in his experiments on 
the former species he obtained a much smaller number of spina 
bifida embryos than of those with a large yolk plug at the pos- 
terior end of the body. 

Hertwig (4) finds that the optimum temperature for the devel 
opment of Rana fusca is 20° C. for the unsegmented egg, and 
that this optimum rises gradually to 24° C. for eggs in later 
stages of development. He adds: “ Offenbar hangt diese Er- 
scheinung damit zusammen, dass mit der Vermehung der Zellen 
die Kernsubstanz im Verhaltniss zum Protoplasma immer mehr 
zunimmt und dass so das Protoplasma in hoheren Masse ihrem 
Einfluss unterworfen ist.” The optimum temperature for the 
unsegmented egg of Bufo lentiginosus is undoubtedly higher 
than that for Rana fusca, and it is probably somewhere near 28° 
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C. This optimum in increased 2—3° for eggs in later stages of 
development. 

In another set of experiments on Rana fusca, Hertwig (4) finds 
that the maximum temperature to which the unsegmented eggs 
can be subjected without suffering any injury is 23-24° C., while 
this maximum is increased to 30° C. for eggs in the late segmen- 
tation stages. The maximum temperature for unsegmented eggs 
of Rana esculenta Hertwig finds to be 33°C. This is also the 
maximum temperature I have found for unsegmented eggs of 
the toad, although eggs in the blastula stage can endure a tem- 
perature of 38° C. for a very short time. 

Morgan has noted that the blastula stages of Rana palustris 
can endure extreme cold much better than can eggs in the 2—4- 
cell stages, and he also finds that the eggs of Rana temporaria 
which are laid very early in the spring, can survive the tempera- 
of freezing water for several days. This temperature would very 
soon kill eggs of Rana palustris which are deposited much later 
than are the eggs of Rana temporaria. 

While the eggs of all of these species of Anura can withstand 
a wide range of temperature without injury, there appears to be 
an adaptation to temperature corresponding to the different 
periods at which the eggs are deposited. Rana fusca and Rana 
temporaria \ay their eggs very early in the spring when the water 
is often at the freezing point ; and the eggs of these two species 
can stand cold much better than can the eggs of Rana palustris and 
Rana esculenta which are laid considerably later. Although the 
eggs of Bufo lentiginosus are \aid but little later than are those of 
Rana palustris, they are usually deposited in shallow pools of 
water exposed to the direct rays of the sun. They must, there- 
fore, often be subjected to a comparatively high degree of heat 
during the course of their development. 


BRYN MAwWR COLLEGE, 
BRYN Mawr, PA., April 24, 1903. 
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ON FLOSCULARIA CONKLINI, NOV. SPEC., WITH A 
KEY FOR THE IDENTIFICATION OF THE 
KNOWN SPECIES OF THE GENUS. 


THOS. H. MONTGOMERY, Jr. 


I. FLOSCULARIA CONKLINI, nov. spec. 


Corona with five lobes, the dorsal largest, the ventral next in 
size, the lateral very small. The lobes are broad, without knobs 
and confluent at their points of insertion upon the corona. Vibra- 
tile cilia, of a length not greater than that of the corona and some- 
times considerably shorter, line these lobes in a single row, but 
are not present between the lobes. Corona usually less than half 
the length of the trunk, which is slender and not very sharply 
demarcated from the foot. Foot fully two and a half times the 
length of the rest of the body, terminating in a peduncle which 
is as broad as long. Dorsal and lateral sense organs are present, 
but no eyes in the adult. The body cavity is closely filled with 
numerous minute floating corpuscles, so that the animal appears 
dark by transmitted light. Tube large, gelatinous, usually with 
foreign particles adhering to its surface. Length about that of 
F. campanulata Dobie. Two or three ova are frequently found 
in the oviduct at once, and from thirty to forty male eggs within 
the tube. 

This species I found in considerable numbers in a pond on 
the grounds of the University of Pennsylvania attached singly to 
Myriophyllum, during the early portion of 1903. It is a pleasure 
to me to name it in honor of my friend, Prof. Edwin G. Conklin. 
A full description of the anatomy with figures is reserved for an- 
other paper upon the morphology of the Flosculariidez. The 
new form differs from the closely related F. am/igua Hudson in 
the shortness of the cilia and their vibratile nature (they are not 
stiff radiating sete) in the much greater length of the foot and 
its very short peduncle, in the rather cylindrical and narrow 
corona, in its smaller size, and particularly in its germarium being 
rounded whereas inamdéigua I have found it to be elongate and bent. 
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2. KEY TO THE SPECIES OF FLOSCULARIA. 

All the species of Floscularia (Oken, 1815) described up to the 
year 1886 are described and figured in the monograph of Hudson 
and Gosse. Of those described since that date I have seen the 
descriptions of all except umiloba Wierzejski (1892), so that this 
species could not be included in the present key. F. drachyura 
Barrois and Daday (1894) is considered unrecognizable : their 
figure represents a much contracted specimen, and the diagnosis 


is simply : ‘‘ Pede rudimentario, in aculeo curvato exeunti, urcello 


nullo.” But I differ from Rousselet (18934) in regarding ‘enuzlo- 
data Anderson as distinct from coronetta Cubitt. /. chimera 
Hudson is included, although it is probable this form will be 
subsequently found to belong to another family of the Rotatoria. 
Unless otherwise stated all the species entered will be understood 
to be sessile and to possess a gelatinous tube. 


I. Foot ending in two toes (pelagic ; no tube ; 1 dorsaleye; corona with a smaller 
ventral and a larger dorsal lobe which overhangs the corona). 
chimera Hudson (1889). 
II. Foot without toes or peduncle (pelagic; foot very slender and whip-like; a 
single large dorsal coronal lobe and two smaller ventral lobes separated by a 
very slight constriction) . atrochoides Wierzejski (1893). 
III. Foot terminating in a peduncle. 
A, Corona without lobes. 
a, I. Cilia short, in a single row (cilia mainly on dorsal and ventral margins of 
the corona; trunk much larger than corona and little shorter than foot ; 
tube large ) . edentata Collins (1872). 
a, 2. Short and vibratile cilia on outer coronal margin, and on 5 prominences of 
the inner margin longer, non-vibratile cilia (pelagic ; tubes very slender). 
pelagica Rousselet (18932). 
8. Coronal margin produced into lobes. 
a, 1. Short cuticular spines on coronal margin (corona with 5 broad lobes, the 
dorsal largest, all bearing long and stiff cilia) spinata Hood (1893). 
a, 2. No cuticular spines on margin of the corona. 
4, 1. Corona with a single (dorsal) lobe (foot much enlarged near its pos- 


terior end; 2 eyes; a tuft of long cilia upon the dorsal lobe and 


, 
shorter cilia upon the remaining margin of the corona; pelagic). 

libera Zacharias (1894). 

4, 2. Corona with two lobes, a dorsal and a ventral. 
c, 1. Lobes short, corona little wider than the trunk (short, non-vibratile 
cilia on the lobes only ; 2 cervical eyes) calva Hudson (1885). 
c, 2. Lobes large, corona much wider than the trunk (vibratile cilia on the 
whole margin of the corona; 2 eyes near the summit of the dorsal 
mutabilis Hudson (1885). 


4, 3. Corona with 3 lobes. 
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c, 1. Dorsal lobe with two long, flexible, non-ciliated processes (dorsal lobe 
much the largest, overarching the corona; short, vibratile cilia 
fringing the whole coronal margin in a double row ; 2 eyes). 

hoodit Hudson (1883). 
¢, 2. Dorsal lobe with 2 short, non-ciliated, horn-like processes on its dorsal 
surface (dorsal lobe largest, overarching the corona; entire margin 
of corona with an inner row of shorter and an outer row of longer 
cilia ; no eyes) cucullata Hood (1894). 
¢, 3. Dorsal lobe without any such processes. 
a2, 1. Lobes small, the dorsal one not overarching the corona. 
gosseti Hood (18926). 
d, 2. Lobes large, the dorsal one overarching the corona. 
e, 1. Lobes bearing cilia on their tips only (3 rings below the corona), 
annulata Hood (1888). 
e, 2. Entire margin of corona with a double row of cilia (inner row of 
short and outer of long cilia; lobes deeply marginate). 
trilobata Collins (1872). 
6, 4. Corona with 4 lobes (each bearing a tuft of very long cilia). 
guadrilobata Hood (18922). 
4, 5. Corona with 5 lobes. 

c, 1. Lobes very slender, longer than the -whole trunk and nearly as long 

as the foot (with long cilia on their lateral borders). 
millsit Kellicott (1885). 

c, 2. Lobes shorter than the trunk. 

d, 1. A flexible, slender, non-ciliated process on the dorsal lobe (lobes 


knobbed ) cornuta Dobie (1849). 
d, 2. Nosuch process on any of the lobes. 

é, I. Dorsal lobe trifid-at the tip (dorsal lobe much the largest, the 
other lobes are slight projections of the coronal margin, and 
none with knobs; cilia rather short, limited to the lobes). 

trifidlobata Pittock (1895). 


é, 2. Dorsal lobe not trifid. 

f, 1. Peduncle about one third the length of the extended foot, flexi- 
ble (lobes not knobbed, rather pointed, the dorsal the largest 
and the lateral the smallest; cilia long, non-vibratile, along 
the whole coronal margin )....../ongicaudata Hudson (1883). 

J, 2. Peduncle many times shorter than the foot. 

g, 1. Lobes very slender, linear, composing almost the whole of 
the corona (lobes knobbed, with long cilia on their ends 
and short cilia elsewhere) ...enui/obata Anderson (1890). 
g, 2. Lobes not linear, rest of corona distinct. 
h, 1. Lobes knobbed. 
z, 1. Cilia along the whole coronal margin. 

j, 1. Lobes inserted on the coronal margin at some distance 
from each other (lobes very mobile and shorter than 
the diameter of the corona). 

evansonit Anderson and Shephard (1892). 

J, 2. Lobes confluent at their bases (fully as long as the 
diameter of the corona, not mobile ; cilia long, non- 
vibratile ; 2 eyes) coronetta Cubitt (1869). 
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i, 2. Cilia limited to the knobs of the lobes. 

j, 1. Cilia longer than the whole animal, extensile and 
very mobile ...mira Hudson (1885). 

j, 2. Cilia not longer than the trunk, not clearly mobile. 

&, 1. Foot three times the length of the body (coronal 
lobes very short ; 2 eyes)...cye/ops Cubitt (1871), 
&, 2. Foot barely twicc the length of the body (coronal 

lobes well developed ; no eyes). 
ornata Ehrenberg (1830). 

A, 2. Lobes not knobbed. 
z, 1. Dorsal lobe overarching the corona so that its cilia point 
towards the foot (cilia non-vibratile, long). 

torquilobata Thorpe (1891). 

z, 2. Dorsal lobe not overarching the corona. 

j, 1. Cilia shorter than the corona, vibratile (cilia limited 
to the lobes; lateral lobes very small; the others 
somewhat triangular; corona usually less than half 
as long as the trunk ; peduncle very short). 

conklini nov. spec. 

7, 2. Cilia longer than the corona, non-vibratile. 

k, 1. All five lobes distinct (corona as large as the trunk 
with cilia on its whole margin; peduncle long). 
campanulata Dobie (1849). 

&, 2. Lateral lobes small and indistinct. 

7, 1. Corona not ornamented with dots, tube distinct 
(germarium elongate, extending down the left 
side and across the whole diameter of the 
venter ) ambigua Hudson (1883). 

/, 2. Corona ornamented with dots in symmetrical pat- 
terns, apparently no tube (living within an 
algal growth) algicola Hudson (1886). 

6, 6, Corona with 7 lobes. 
c, I. Lobes not knobbed (long cilia around the whole margin of the corona), 
diadema Petr (1891). 
c, 2. Lobes knobbed (cilia restricted to these knobs; 2 eyes). 
regalis Hudson (1883). 
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